. The GTPase of Sey1p. (A) The 2F o − F c electron density maps (1.6σ contour) are shown as wire mesh (blue) with the refined atomic model of the nucleotides superimposed. Magnesium ions are shown as green spheres. (B) Sequence alignment of the conserved GTPase motifs. Key residues are highlighted and numbered. (C) The catalytic center of caSey1p with GDP/AlF 4 − bound is shown with key side chains in cyan sticks, GDP is given in orange, and AlF 4 − is shown in gray and light blue. (D) Comparison of the catalytic centers in caSey1p, hsATL1, and dynamin-1. GMP-PNP or GMP-PCP states are shown in gray, and GDP/AlF 4 − is in cyan. The catalytic residue is shown in sticks. (E) GTPase activity of wild-type scSey1p. Left graph shows cytSey1p at different concentrations, and the right one shows full-length scSey1p (0.3 µM) in either proteoliposomes or detergents Triton X-100 (TX-100). (F) GTPase activity of Sey1p proteins. The activities were measured by phosphate release at saturating GTP concentrations (0.5 mM) using the cytosolic domains (1 µM). Each bar is the mean and SE of four measurements. All measurements are representative of at least three repetitions. wt, wild type. Fig. 4 were double depleted for hsATL2 and hsATL3 and then transfected with Myc-hsATL1, Myc-scSey1p, or Myc-caSey1p. The levels of Myc-tagged proteins were determined by immunoblotting. Tubulin was used as a loading control. (B) Myctagged hsATL1 or scSey1p were expressed in COS-7 cells depleted of ATLs. Localization was determined by anti-Myc antibodies and compared with calreticulin using indirect immunofluorescence and confocal microscopy. Bar, 10 µm. (C) Yeast cells lacking Sey1p and Yop1p were transformed with CEN plasmids expressing HA-tagged scSey1p and caSey1p under the endogenous promoter. The levels of scSey1p and caSey1p were determined by immunoblotting. Phosphoglycerate kinase was used as a loading control. (D) The ER morphology of the cells used in C was visualized by confocal microscopy using a GFP fusion of the ER protein Sec63p, with the microscope focused either at the center or the periphery of the cell. Bar, 2 µm. The percentage of cells with abnormal ER (loss of reticular network in the cortex as shown on the right) was determined from ≥200 cells per sample. IB, immunoblot.
